A method for determination of free fatty acids in plasma has been developed which employs a modification of Dole's extraction procedure and involves a 1-phase system for titration rather than the 2-phase system most commonly used.
However, attempts to employ the described 2-phase titration were unsatisfactory, and reliable end points using the suggested indicators (thymol blue and Nile blue) were found difficult to detect. Accordingly, this study was undertaken in an effort to devise a relatively simple and reliable titration procedure for plasma FFA determinations. with the aid of a spectrophotometer using a wavelength appropriate to the indicator employed. In this case, the heptane containing the fatty acids to be titrated was placed in a cuvette and the transmission set at 100%. Then the standard sodium ethoxide was added until the percentage transmission was reduced to some arbitrarily selected figure. Since standard palmitate solutions were titrated with each experiment, the particular percentage transmission selected as an end point was not critical; however, 95% was found to be a reliable and convenient figure. During the titration procedure it was necessary to employ a stream of nitrogen bubbles, as described by others, (1, (4) (5) (6) in order to agitate the titration mixture and prevent absorption of CO2 from the atmosphere. Other types of mixing were found to lead to erroneously high results, presumably due to CO2 absorption.
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Ohio. However, in order to achieve the same final composition as that of the unknowns, 2 ml. rather than 3 ml. of additional heptane were used and 3 ml. instead of 2 ml. of water were added. Blanks were obtained by taking 1-ml. samples of C02-free water through both the extraction and titration procedures.
GOSS & LEIN
The precision and accuracy of the method were evaluated by measuring the recovery of various known amounts of palmitic acid from heptane and potassium palmitate from plasma.
In the former case, palmitic acid was dissolved in heptane over a wide range of concentrations, and extracted in the manner described above for standard solutions.
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